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J - w p -* * v * - *xi± y -* * w - * flt*a 1x1*2 e*«>e* 

r =-tr 5 1 

^Siiw, 2~i5 fc^+**B*j*&»f < *> 1 

Iff 9 1 - 

mTtoSkBWT )vysss(i>-ffiX-&2> 11*31 8 mM^&Wk} 



mfE^f 2004-3106782 



$&m 2003-359704 



^-v : 1/ 



«"C** (W002/05207) o jt^BfcJEttWiffl^^WftKiO, 

e * v y (o^n -c©«tB * «whr -> ^ * * y > * * 

*&mm tt , •> ^ tr * V > # 2f © J: ^ ftJWttrt -> ^ K: H *> o T v» 

fc*^. ^^Baitt LfcYeast Two Hybrid^ i *) W tf*U 

Vfc^t^BW^^^o^o Herp (homocysteine-indusible endopla 

smic reticulum stress-indusible ubiquitin-like domain member 
tWsJ >tffiM*^^^ tr^^ttJto Herpfcii. 1996^U4iyata 

ST'** (^SSf 1) o 

*o£o*MBICJ:o-C, Herpti, 
N*^mubiquitin-likedo^ 

WX*2) o Herpti. **tt7*? ,% J t-* (FAD) Of H* 

J^W^«^MI»*t*4r-*^ ( r -secretase) Offitt*l#H4tV> 

(A/?) ««^S^t^o f It, 7^o^«^ 

[^#W=^tE 1 1 Kokame K, Kato H, Miyata T. Homocysteine-respondent benes in 
Vascular Endothelial Cells Identified by Differential Display Analysis. J. 

Biol. Chem. 1996 Nov 22; 271(47): 29659-29665 
[^<$tt£ft2] Kokame K, Agarwala KL, Kato H, Miyata T. Herp, a New Ubiquit 

in-like Membrane Protein Induced by Endoplasmic Reticulum Stress. J. Biol. C 
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hem. 2000 Oct 20; 275(42): 32846-32853 
[#M#HW:iR3] Sai X, Kawamura Y, Kokame K, Yamaguchi H, Shiraishi H, Suzuk 
i R, Suzuki T, Kawaichi M, Miyata T, Kitamura T, Strooper BD, Yanagisawa K. 
Romano H. J. Biol. Chem. 277(15) : 12915-12920 

ii. 9 m««u »c7A/^>f7-»* t&m-r &ti#> %mM & 
mm * ziz*><os£m 

±»M*****fc*MW**tf ****** *l^lfS?? J ? 

[0 0 1 1 ] 

( i ) -b * u * - -ifi5E##j<a*ii£i&&'(Eii"t & wfc-s-fr wmm&yoo 

W jttf ->ye*'J^*3-K-r*jHS^^-r*8iRNAXf±shRNA) ***»f&*L*o ^ 
*»*K*v>Ttt, siRNAfcLT. I^J#^lfc*1-&&E^9^ -«5<OlByil*» 

°(2) et 'J xDftaXli^v' 'J vofitttKPWt* £ i t -b*^ 

^ ° ^liffc LT(±. /S--fe^ v^— «X«r-*^ v^— «#*»f 5»*«-*o 

[0 0 17] 

1 . 
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Sfcifcfc^ tfr£*>ffl«K Pttrt-C^tt-ftSBRXtfGST Pull-down assay fc* 

^ v- A r- A K J: U . V V * U ^ KRING f inger f - - 7 <Dft&#7fi 

iH^Mxtv^o t/cRing finger 7«±, E2^lf **>*^«Ott#fflkfc 



W^'jl©IHlE*e»i, #fc|R5fe3*L*<8><D-CN±fcv^ WAtfENA^a* (RNAi 
) *3pJffl-T*ii:5& t -eS*o lf*V>a^C*j"t*8iRNA(8Kill interfering RNA) 

& o 

RNAiLi^dsRNACdouble-strand RNA)^^«<ST-H#^^^^^^^> ^« 

«tt»^fcsnrr < ai*.**, <isrn 

[0 0 2 5] 

siRNAOifcfHi, aTOl^^^t^^o 
[0 0 2 6] 

JgSfc^TfgSffifc-?- *ifc^tl"e*So flflxtf, ^OiW^ GenBank Accession nu 
mber AB024690 (HBfll*-* 1 ) **T? * * o 

[0 0 2 7] 
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(b) m#.Lt:*m*h. aa-c*&*4R*ij*s#u ^omn^^m^mM. ft* 

#*3) > (vi) (RfllM-7) , (vii) mnm^rS) . (viii) (Kfl)#*9) **W 
[0 0 2 8] 

(i) AA TGTCTGCATCATCTGCCGA GA (IB^-t 2 ) 

(ii) AA GCTGTGACAGATGCCATCA TG QBfflttS) 

(iii) AA AGCTGTGACAGATGCCATC AT (IB?iJ#-§-4) 

(iv) AA GAAAGCTGTGACAGATGCC AT (KB)** 5 ) 

(v) AA GGTTCTGCTGTACATGGCC TT (BB^I#"t 6 ) 

(vi) AA CAAGGCTGTGTACATGCTC TA (lS^J#-t7) 

(vii) AA ATGTTTCCACTGGCTGGCT GA (E?!)*-^ 8 ) 

(viii) AA GGTGTTCTTTGGGCAACTG AG (WM&^r 9 ) 

(ix) AA CATCCACACACTGCTGGAC GC (IB^J#-^ 1 0) 

(x) AA CACCCTGTATCCAGATGCC AC 1 1 ) 

(xi) AA GGTGCACACCTTCCCACTC TT 1 2) 

(xii) AA TGTTTCCACTGGCTGGCTG AG (MM^ 1 3) 

(xiii) AA GAGACTGCCCTGCAACCAC AT (@B^J#"t 1 4) 

(xiv) AA CGTTCCTGGTACGCCGTCA CA (IB^J*-^ 15) 

8iRNA*«ttC#Ai-&K*±. in vitro^J&L^siRNA*^?*? KDNAfcMLTi 
[0 0 2 91 

tt, ~> a - h^T e>RNA(short hairpin RNA) b Df iftU W«*^<^«* 

shRNAtt, °t © r A ;v - 7 s * «£ £ 5^1" * J: ? K WW"*" 4£fcM4.« 

- -9-- BEyiJBOJIHt- &*J:^Cifte> ©EW#— *ORNAaHc^*£-r * J: $ K U 
45-60k»«5ft*fcft*J:^t»tt--r*o IB^JAfi. (IB 

fctt*^^*"*^!*-*?**- -tLTEBIA©** 1419-25***, Sf 3 L < i*19~2 
lJ^^-eab^o 

3. "fe^ , ^ ^^y-^n* 

tea*. «aowwr/ifi?tt^9^ xcf, wKtr/ifc 

Ky^7^H^^*'J>»f^ OH&iB»«l*«IJia (MEF) * Jfl r , v; 
[0 0 3 2] 
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4 i§^?H.^% 

*»Wfc#V>TffcR3*LfcsMWU siRNAli, '^WJ^iffltfllHtiM^^ 

NffiU *J$u 'J* , ®SI> f«^tW^ttUM?tLJo 
[0 0 3 4] 

fc* tt*:^^^-«rtfl:^"t«^tt* , *»f fe*!-* 

;v*-<**-, 7*->-7*>f Jl'*"***-. vfn^'fj^^^^-, W*- 

•ciift*^ mtfTrv ^.f ^©»#<oisi:«ttiBiia*fc5io 6 ~io xz mm^h 

[0 0 3 8] 

[«^0 1 1 
[0 0 4 0] 

Yeast Two Hybrid system*' £ &Herp?>* * U - - > ^ M ~ *t 

Yeast Two Hybrid system^ MATCHMAKER system (CL0NTECH) £ffiv>> fffelK^ 
(Pro. Nat 1 . Aca. Sci . USA, 88 : 9578-9582, 1991) X'tr o 0 

W V**) ^cDNA<^706bp^'bl854bpXfi805bp^'bl260bp<7)^ : SrEcoR I/Xho It UpG 
BT9 vector^EcoR I/Xho I*-f b fcjfXLfc (BIT, W y©706bp*fc 1854bp*S 

yno dTM % 805bp^<bl260bp£Syno RingfcPf^o HIl#PIo ) o 
[0 0 4 2] 

HerD<75 * ^ ij - r: y 7 \zm V> * 9 4 7 °7 V - it * h Sfc# S 3t<DcDNA£pACT2 vector k 
#ALfc*<0*^fc(pACT2-Y)o 42^. 15fl"© - >*✓ a * * ©fc, »flH*Y190fcpGBT9 
-Syno dTMX{ipGBT9-Syno Ring(2.0 /U g)> pACT2-Y(20^ g) Lfc 0 

- LfcY190*Tris-EDTA(pH7. 5)^®?£(TE) -Cfti^> SD-Trp-Leu-His"/ 
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U-MCTE-C#JRbfcY190©»**l£»^ 30 c CT'10B^«L7to R*tT S fc = n - -fc*t 
L, 0.5mg/ml<Z>X-gal*3feS h^--B7^H-7y^ *trV>, Ritt 

[0 0 4 4] 

p| tt ^n->*SD-Leu-Hi3**KT30TC"ri0HMJ&«L.. T U -SDS& (Methods E 
nzymol. ,194:169-182, 1991) fcT:/?* 3 K0NA*»W Lfco ttffit/:^^ KDNA** 
»W*|aiB101C»JME»L, M97l/-K-Leu)IClKW\ 37lCT?2B*«Lfc. WtTSfca 
o^-*20jug/ml LBJ&»-C37t:, lettlMMMffcLT** U-SDStfefc* oT^* * 

[0 0 4 5] 

afflU^5^5 KDNAJ'Jf A $ iitv> & t: b «fc#S3^WcDNA»f>ir^«l*f tfBigDye Te 
rminater Cycle Sequencing system (Applied Biosystems) *J8v*fc 0 i/-?x->X<»M 
«f»**BLASTH i *) L/Sttf*, ^^r-f Rhomocyste 
ine-indusible endoplasmic reticulum stress-indusible ubiquitin-1 ike domain membe 
r 1 (ACCESSION No. BC032673 WT, Herpfc ■&"*-)* ft fco 

[Xttfl 2 ] 
[0 0 4 6] 

in vitroK*3lt*Wfcf*U >fcHerp<0*&^ 

TNT-coupled Translation System (Promega) WW tf * U >O706bp*»e>1854bp«rff 
AL*pcDNA3-Flag-Syno dllifcfERLfc. -*l*fflv>Tin vitro translation^trVv, Ci 
) Flag-Syno dTMIi£-*>^*®> GO Herp©GS»fir* GiO ^^U/iHer 

p©Gsr»^*>'<*«*ffc»L;fc (02) o ^'^JtXtfGvWWlfcLT 

^GST*>^*«£20mM Hepes(pH7.9), lOOmM NaCl, ImM EDTA, 0.05%Tween, 5% Glycer 
ol lmMMT, 0.2mMNaV04, 5mM NaF, ImM PMSF**tr«ffr^y 7 r - 4t:t?16^F 
wkfSS-fr^o *©»S»K:ov»TSDS-PAGE*fTV^ ^-VrtJ-ff- (BAS2000, F 
ujix) T?ftlft&1S:*fcHiLfco 

-e^iJlerp-MtHerp-C^GSTit-^^^/^K^C 35 ^ pcDNA3-Flag-Syno dTMO*^ 
J>?n-;VT-^^GSTtpcDNA3-Flag-Syno dMfcOtt'frliB*e>^4*»ofc (HI 3 ) 
3 ] 

[0 0 4 9] 

in vivoiw;i3&t&W tf^U ^ ^HerpCO^ 

HEK293M*10cm dishfc2 X 10 6 cells^§. 24B*m**fk> W If* V >01bp**>18 
54bp&#ALfc pcDNA3-HA/Syno^ ^.U f Herp601bp^'bll76bp^#XL/>:pcDNA3-Flag/Herp 
«r #3«gf^t^iALfco SCTSALT24B#imm£0JRU Lysis buffer H 

?5fc*«^>^^K*»»t. 9x^^n? HfeCi^BU. ftfflfc»±«GHAXtf 
jftFlaggi/fcfcffiWco 

*OttJL° Wtf*'J >3Ltfflerp**l&mL.3tjMilI&-e»±, ^^#£fflv>T&!&«^ 
fitFlag«t#-e^ffi-r ^ Flag-Herp<0^ > K «r*B"t * - * § fco * *£Flag#t 

[0 0 5 1] 
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<b#Mx£JMI£»iifflJ& (MEFs) 96well platefcl X 10 3 cells/welH* & & J: 3 
tl, ^Itftb^o ig«^»K y --t* V*--eifi#3iJ (Wako) ^IL, 24B#H 
*&*Lfc&fcAlamer BlueSriJPx.. 2P#W&KM;E£$I£L*:o 
[0 0 5 2] 

[0 0 5 3] 

IW 1 1 >^ >^ftflH8cfcbaitKfljv»fcSyno dTM&tfSyno Ring^iS*^ 

[SI 2] Herp^S^tSfM-fbL^HerpO^^^-r^Hlo a. astt 7 ^ J ^WM 

[HI 3 ] Flag-Syno dTM^Herp^ >^f7^ h ^GSTrt^^ w<*Rfc<&«fr&^** 
«5ift**^"r0o W > t Herp ti * < * ® WffiSffcJB C X *3*£<g"f fc* 

[0 4] HA/SynotFlag/HerptO^et^^^^^^-rilo IPttftftitW^ffl V> 
G HC (IgG heavy chains M0) £7F"t"o 

im 5 ] r&mjblV 9 s ^ * »t* r * ^ 9 - 

-^^ l^^--t*PflWJ<0^ffl^W^Mv<!7^S*co«J: 0 bMMX $>Z> 0 Tuni. li 
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SEQUENCE LISTING 

<110> Locomogene 

<120> A method for promoting sensitivity of secretase inhibitor 
<130> P03-0112 
<160> 15 

<170> Patentln version 3.2 

<210> 1 
<211> 3374 
<212> DNA 
<213> Homo sapiens 

<400> 1 , n 
gccctttctt atgagcatgc ctgtgttggg ttgacagtga gggtaataat gacttgttgg bU 

ttgattgtag atatagggct ctcccttgca aggtaattag gctccttaaa ttacctgtaa 120 

gattttcttg ccacagcatc cattctggtt aggctggtga tcttctgagt agtgatagat 180 

tggttggtgg tgaggtttac aggtgttccc ttctcttact cctggtgttg gctacaatca 240 

ggtggcgtct agagcagcat gggacaggtg ggtaagggga gtcttctcat tatgcagaag 

tgatcaactt aaatctctgt cagatctacc tttatgtagc ccggcagtcg cgcggattga 

gcgggctcgc ggcgctgggt tcctggtctc cgggccaggg caatgttccg cacggcagtg 420 

atgatggcgg ccagcctggc gctgaccggg gctgtggtgg ctcacgccta ctacctcaaa 480 

caccagttct accccactgt ggtgtacctg accaagtcca gccccagcat ggcagtcctg 540 

tacatccagg cctttgtcct tgtcttcctt ctgggcaagg tgatgggcaa ggtgttcttt 

gggcaactga gggcagcaga gatggagcac cttctggaac gttcctggta cgccgtcaca 

gagacttgtc tggccttcac cgtttttcgg gatgacttca gcccccgctt tgttgcactc 720 

ttcactcttc ttctcttcct caaatgtttc cactggctgg ctgaggaccg tgtggacttt 

atggaacgca gccccaacat ctcctggctc tttcactgcc gcattgtctc tcttatgttc 

ctcctgggca tcctggactt cctcttcgtc agccacgcct atcacagcat cctgacccgt 

ggggcctctg tgcagctggt gtttggcttt gagtatgcca tcctgatgac gatggtgctc 



300 
360 



600 
660 



780 
840 
900 



960 
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accatcttca tcaagtatgt gctgcactcc gtggacctcc agagtgagaa cccctgggac 1020 

aacaaggctg tgtacatgct ctacacagag ctgtttacag gcttcatcaa ggttctgctg 1080 

tacatggcct tcatgaccat catgatcaag gtgcacacct tcccactctt tgccatccgg 1140 

cccatgtacc tggccatgag acagttcaag aaagctgtga cagatgccat catgtctcgc 1200 

cgagccatcc gcaacatgaa caccctgtat ccagatgcca ccccagagga gctccaggca 1260 

atggacaatg tctgcatcat ctgccgagaa gagatggtga ctggtgccaa gagactgccc 1320 

tgcaaccaca ttttccatac cagctgcctg cgctcctggt tccagcggca gcagacctgc 1380 

cccacctgcc gtatggatgt ccttcgtgca tcgctgccag cgcagtcacc accacccccg 1440 

gagcctgcgg atcaggggcc accccctgcc ccccaccccc caccactctt gcctcagccc 1500 

cccaacttcc cccagggcct cctgcctcct tttcctccag gcatgttccc actgtggccc 1560 

cccatgggcc cctttccacc tgtcccgcct ccccccagct caggagaggc tgtggctcct 1620 

ccatccacca gtgcagcagc cctttctcgg cccagtggag cagctacaac cacagctgct 1680 
ggcaccagtg ctactgctgc ttctgccaca gcatctggcc caggctctgg ctctgcccca 1740 
gaggctggcc ctgcccctgg tttccccttc cctcctccct ggatgggtat gcccctgcct 1800 
ccaccctttg ccttcccccc aatgcctgtg ccccctgcgg gctttgctgg gctgacccca 1860 
gaggagctac gagctctgga gggccatgag cggcagcacc tggaggcccg gctgcagagc 1920 
ctgcgtaaca tccacacact gctggacgcc gccatgctgc agatcaacca gtacctcacc 1980 
gtgctggcct ccttggggcc cccccggcct gccacttcag tcaactccac tgaggggact 2040 
gccactacag ttgttgctgc tgcctcctcc accagcatcc ctagctcaga ggccacgacc 2100 
ccaaccccag gagcctcccc accagcccct gaaatggaaa ggcctccagc tcctgagtca 2160 
gtgggcacag aggagatgcc tgaggatgga gagcccgatg cagcagagct ccgccggcgc 
cgcctgcaga agctggagtc tcctgttgcc cactgacact gccccagccc agccccagcc 
tctgctcttt tgagcagccc tcgctggaac atgtcctgcc accaagtgcc agctccctct 2340 
ctgtctgcac cagggagtag tacccccagc tctgagaaag aggcggcatc ccctaggcca 2400 
agtggaaaga ggctggggtt cccatttgac tccagtccca ggcagccatg gggatctcgg 



2220 
2280 



2460 
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gtcagttcca gccttcctct ccaactcttc agccctgtgt tctgctgggg ccatgaaggc 2520 

agaaggttta gcctctgaga agccctcttc ttcccccacc cctttccagg agaaggggct 2580 

gcccctccaa gccctacttg tatgtgcgga gtcacactgc agtgccgaac agtattagct 2640 

cccgttccca agtgtggact ccagaggggc tggaggcaag ctatgaactt gctcgctggc 2700 

ccacccctaa gactggtacc catttccttt tcttaccctg atctccccag aagcctcttg 2760 

tggtggtggc tgtgccccct atgccctgtg gcatttctgc gtcttactgg caaccacaca 2820 

actcagggaa aggaatgcct gggagtgggg gtgcaggcgg gcagcactga gggaccctgc 2880 

cccgcccctc cccccaggcc cctttcccct gcagcttctc aagtgagact gacctgtctc 2940 

acccagcagc cactgcccag ccgcactcca ggcaagggcc agtgcgcctg ctcctgacca 3000 

ctgcaatccc agcgcccaag gaaggccact tctcaactgg cagaacttct gaagtttaga 3060 

attggaatta cttccttact agtgtctttt ggcttaaatt ttgtcttttg aagttgaatg 3120 

cttaatcccg ggaaagagga acaggagtgc cagactcctg gtctttccag tttagaaaag 3180 

gctctgtgcc aaggagggac cacaggagct gggacctgcc tgcccctgtc ctttcccctt 3240 

ggttttgtgt tacaagagtt gttggagaca gtttcagatg attatttaat ttgtaaatat 3300 

tgtacaaatt ttaatagctt aaattgtata tacagccaaa taaaaacttg cattaacaaa 3360 
aaaaaaaaaa aaaa 



<210> 2 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 2 

aatgtctgca tcatctgccg aga 



<210> 3 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 3 

aagctgtgac agatgccatc atg 



3374 



23 



23 
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<210> 4 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 4 

aaagctgtga cagatgccat cat 66 



<210> 5 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 5 

aagaaagctg tgacagatgc cat 23 



<210> 6 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 6 

aaggttctgc tgtacatggc ctt 66 



<210> 7 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 7 

aacaaggctg tgtacatgct eta 



<210> 8 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 8 

aaatgtttcc actggctggc tga 



<210> 9 
<211> 23 
<212> DNA 
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<213> Homo sapiens 
<400> 9 

aaggtgttct ttgggcaact gag 



<210> 10 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 10 

aacatccaca cactgctgga cgc 



<210> 11 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 11 

aacaccctgt atccagatgc cac 



<210> 12 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 12 

aaggtgcaca ccttcccact ctt 



<210> 13 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 13 

aatgtttcca ctggctggct gag 



<210> 14 

<211> 23 

<212> DNA 

<213> Homo sapiens 
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